Abstract: In the last decade, the tyrosine kinase receptor cMET, together with its ligand hepatocyte growth factor (HGF), has become a target in non-small cell lung cancer (NSCLC). Signalization via cMET stimulates several oncological processes amongst which are cell motility, invasion and metastasis. It also confers resistance against several currently used targeted therapies, e.g., epidermal growth factor receptor (EGFR) inhibitors. In this review, we will discuss the basic structure of cMET and the most important signaling pathways. We will also look into aberrations in the signaling and the effects thereof in cancer growth, with the focus on NSCLC. Finally, we will discuss the role of cMET as resistance mechanism.
Introduction
Nowadays, a lot of attention is going to the cMET receptor, given its importance as a resistance mechanism for targeted therapies but also as a codriver of tumor growth and metastasis. Besides its fame for its involvement in cancer growth, cMET also plays an important role during embryonic development and in wound healing [1, 2] . Given the name for its ligand HGF, hepatocyte growth factor, cMET signaling is an important mitogen for liver cells [3] . The cMET pathway is also necessary for the forming of tubules [4] , as is the case for the development of blood vessels [5] , lymph vessels [6] and for the correct development of the placenta [7] and kidney [8] . Finally, in adults, it has an important function in wound healing, where it stimulates cell migration. In this review we want to discuss in detail the structure of cMET and HGF, describe the pathway into detail and finally we will discuss the resistance mechanisms used with a focus on NSCLC.
cMET and HGF Structure
The cMET and HGF genes are both located at chromosome 7, at locus 7q31 (GeneID 4233) and 7q21.1 (GeneID 3082) respectively. cMET gene transcription and translation results in a precursor protein. Cleavage by furin between R 307 and S 308 leads to the formation of an α-and β-chain that are linked by disulphide bonds resulting in a mature cMET protein [9, 10] . The α-chain is situated extracellular, whereas the β-chain contains an extracellular, membrane-spanning and intracellular part [11] . The extracellular sema-domain contains the ligand binding domain, that is build up as a 7-bladed β-propeller [12] . The C-terminal region of the β-chain contains the regulatory juxtamembrane domain and the docking sites for the adaptor proteins (see cMET pathway) [13] . The mature receptor is expressed by several different cell types like epithelial cells, endothelial cells, mesenchymal stem cells and neurons [14] .
The main sources for HGF are mesenchymal cells [15] . HGF, like cMET, is translated as single-chained pro-HGF and can be cleaved by several proteins like uPA (urokinase plasminogen activator), tPA (tissue plasminogen activator) and coagulation factors amongst others [16, 17] . This cleaving results in mature HGF with an α-and β-chain, linked by disulphide bonds. This mature HGF is bound by heparin sulphate glycosaminoglycanes, which is necessary for ligand oligomerisation, cMET binding and activation. This sequestering of HGF finally limits its diffusion range [18, 19] .
The cMET Pathway Disassembled

Ligand-Dependent Activation
The mature ligand HGF binds the receptor, which leads to receptor dimerization and phosphorylation of Tyr1234 and Tyr1235. This ultimately results in the phosphorylation of the intracellular docking sites Tyr1349 and Tyr1356. At these sites, the adaptor proteins Grb2 (growth factor receptor bound protein 2), Gab1 (Grb2 associated binding protein 1) and SHC (Src homology 2 domain containing) will bind to the receptor, thus activating downstream signaling [13, 20, 21] .
MAPK Cascades
There are two main MAPK (mitogen activated protein kinase) cascades that are activated by cMET: MEK/ERK and MEK/JNK, both through the activation of Ras.
Here, the cMET receptor relies on CD44v6 as coreceptor and HGF-binding for activation [22] . The cytoplasmic domain of CD44v6 associates the receptor with the cytoskeleton and is required for recruitment of the ERM complex (Ezrin-Radixin-Moesin), which is needed for Ras activation [23] . Ras directly activates the MEK/ERK pathway and the MEK/JNK pathway, resulting in cell proliferation and transformation. Besides direct activation of Ras, also the deactivation of the Ras-inhibitor p120-Ras-GAP is provoked by cMET signaling, thus enhancing MAPK signaling [13, 24, 25] .
PI3K-Akt
The second main signaling pathway of cMET is the PI3K-Akt (phosphoinositide-3-kinase/protein kinase B) pathway. PI3K is either directly activated by cMET or by activation of Ras [26] . Signaling through PI3K-Akt leads to different processes that are involved in cell growth, proliferation and escape to apoptosis. Firstly, it leads to mTOR activation, which initiates several processes involved in protein translation and cell growth [27] . Secondly, by inhibiting GSK3β (glycogen synthase kinase 3β) PI3K leads to cell proliferation [28] . Thirdly, PI3K-Akt signaling leads to protection against apoptosis by inhibition of BAD (BCL2 antagonist of cell death) [29] and the activation of MDM2 (mouse double minute 2) which in turn leads to p53 degradation. Besides directly, MDM2 also indirectly gets activated by mTOR [30] . Finally, Akt phosphorylates procaspase 9, which leads to the inhibition of its protease activity and protection from apoptosis [31] .
STAT3
Upon activation of cMET, STAT3 (signal transducer and activator of transcription 3) associates with the receptor and gets phosphorylated [32] . Next, the phosphorylated STAT3 dissociates from the receptor and homodimerizes. Finally, it translocates to the nucleus and there, serves as a transcription factor for several genes involved in cell proliferation and differentiation (reviewed in [33] ).
NF-κB
Another transcription factor that is involved in cMET signaling is NF-κB (Nuclear Factor-κB). Hereby IKK (Inhibitor of NF-κB kinase) is activated either through Src or PI3K-Akt, where after it phosphorylates IκB (Inhibitor of NF-κB). Normally NF-κB is sequestered by its inhibitor in the cytoplasm. Upon IκB phosphorylation, NF-κB is released and translocates to the nucleus were it functions as a transcription factor for several genes that are involved in tubulogenesis [34] , mitogenesis and are anti-apoptotic [35] .
Ligand Independent Activation
α5β1-Integrines-FAK
Besides activation through the binding of HGF, cell adhesion can be responsible for the activation of cMET [36, 37] . After the binding of α5β1-integrines to fibronectin or type IV collagen, this complex associates with cMET, thus activating the autophosphorylation of the receptor [38] . Once cMET is activated, it associates and phosphorylates Src, which in turn activates FAK (focal adhesion kinase) [39] . The many ways in which FAK is involved in cancer growth are beyond the scope of this paper, but have been recently reviewed by Sulzmaier et al. [40] .
Sema4D
Sema4D and its receptor PlexinB1 are mostly known for their involvement in axonal guidance [41] . However, in recent years their role in cancer growth and angiogenesis is being revealed. It has become clear that binding of Sema4D on cells expressing both cMET and PlexinB1, induces cMET clustering and activation, and triggers invasive growth and angiogenesis [42] . When looking specifically at the expression of Sema4D in tumor samples, this was found to be elevated in several tumor types like HNSCC (head and neck squamous cell carcinoma), prostate, colon, breast and lung cancer [43] . Conrotto et al., on the contrary, have selected cell lines of colon, liver, pancreas and gastric cancer that overexpressed PlexinB1 and found that PlexinB1 was phosphorylated and associated with cMET. By downregulating either PlexinB1 or cMET through RNA interference, they were able to decrease the phosphorylation level of cMET and PlexinB1 [44] . It should be noted that Sema4D and PlexinB1 do not always appear to have a tumor-promoting effect, but can also function as tumor-suppressors. However, this seems to differ between tumor type with a tumor-suppressor effect mainly noted in ER-positive breast cancer and melanoma, were binding of Sema4D to PlexinB1 leads to a decrease in cMET phosphorylation [45] [46] [47] .
cMET Internalization
After the binding of HGF, the activated cMET receptor is ubiquitinised by the binding of c-Cbl (Casitas B-lineage lymphoma) at phospho-Tyr1003 in the juxtamembrane domain [48] , after which it is quickly internalized through the invagination of clathrin coated pits [49] in endosomes. Next, the receptor can either be recycled back to the plasmamembrane by GGA3 (Golgi-associated, gamma adaptin ear containing, ARF binding protein 3) [50] , or be degraded by the lysosomal pathways [51] . During transport across the different endosomes, cMET continues to signal, which evokes different reactions than signaling from the cell membrane. As such, it has been shown that signaling of cMET in peripheral endosomes is necessary for the full activation of ERK1/2 [52] . Furthermore, the changing cellular location also plays a role, as is shown for STAT3. Here perinuclear signaling of cMET is necessary to phosphorylate STAT3 close to the nucleus, so as to overcome the intrinsic weakness of this signal [53] . A third example of endosomal signaling of cMET is Rac1. Once internalized in peripheral endosomes, cMET activates Rac1, which in turn translocates to the plasmamembrane and here changes cytoskeletal dynamics, causing membrane ruffling and thus plays a role in cell migration [54] .
cMET Shedding
Besides cMET degradation following ligand stimulation, there is also the ligand-independent cMET shedding. This process occurs at a basal level in epithelial cells, but can also be stimulated by e.g., antibodies against cMET [55] . The shedding process is composed of several steps. First, the receptor is cleaved by metalloproteases like ADAM10 [56] or ADAM17 [55] (a disintegrin and metalloprotease), which results in an extracellular and intracellular cMET fragment. The extracellular fragment is still able to bind HGF, functioning as a decoy receptor. Next, the membrane-bound intracellular part is cleaved in a γ-secretase/presenilin dependent manner. These two intracellular parts are highly unstable and are degraded by the 26S proteasome [55] .
Aberrant cMET Signaling
cMET Mutations
There are several domains of the cMET receptor that play an important role in the regulation/activation of the receptor, and a mutation in each of these domains has the opportunity to deregulate the receptor activation and thus have oncogenic potential (Figure 1) . A first domain is the extracellular HGF-binding domain. Until now there are two mutations discovered in this domain that influence the affinity for HGF, with the E168D mutation conferring higher affinity for HGF and the N375S mutation showing lower affinity [57] . Next, the juxtamembrane domain contains an autoinhibition loop to block the autophosphorylation of the receptor in the absence of ligand-binding. Here the R988C and T1010I mutations have been described, although there are contradicting reports in literature about their tumorigenicity [58] [59] [60] [61] . Besides point mutations, there are also several splice site mutations known that effect exon 14, the juxtamembrane domain. Here at least a part of the regulatory loop is spliced out of the final protein, causing aberrant signaling [62] . A third important domain is the tyrosine kinase domain. Here there are mutations that result in a higher activity of cMET, e.g., Y1230C/H and D1228H [63] or are able to transform fibroblasts [64] . Another possible effect is a change in sensitivity for cMET small molecule inhibitors [63] . Finally these mutations can also stabilize the active conformation of the receptor (L1213V and M1268T) [65] or lower the activation threshold (M1250T and D1228H) [66] . The above described mutations are picked up in several tumor types, amongst which are NSCLC and SCLC, gastric carcinoma and hereditary papillary renal cell carcinoma. However, the exact prevalence of these mutations in NSCLC is not known.
Amplification
Amplification of the cMET gene is another mechanism to disturb cMET signaling (Figure 1) . Nowadays, there is no clear cut-off value to determine amplification, nor is there a real consensus about the way to test this (PCR-based or by in situ hybridization). It is also necessary to make a distinction between the past treatments of the tested patients, resulting in primary or post-treatment amplification. For primary amplification, the percentages in literature vary around 3% to 4% [67, 68] , whereas for patients treated with erlotinib/gefitinib this percentage is ranging between 15% and 25% [67] [68] [69] .
Overexpression
A third possibility for a disturbed cMET signaling is the overexpression of cMET, with or without amplification (Figure 1 ). The percentages of NSCLC tumors with cMET overexpression vary largely amongst the different studies, and range between 15% and 60% [70] [71] [72] [73] . This overexpression can be the result of changes at the genetic level, the transcriptional or the translational level. At the genetic level, gene amplification can result in a higher transcriptional activity and thus more protein production [74] . Given the fact that overexpression is not always accompanied by gene amplification, modifications at the transcriptional level are also possible, e.g., higher promotor activity by epigenetic or histone modifications [75] . Next, the mRNA can be translated at a higher speed by the ribosomes or miRNAs involved in the control of cMET [76] . However, which of these mechanisms forms the basis of cMET overexpression, and whether it can explain all overexpressing cases remains to be discovered.
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HGF Overexpression
Besides changes at the receptor level, also the ligand HGF can influence cMET signaling (Figure 1) . Under normal conditions, HGF is mainly produced by stromal cells. However, it is also possible that the tumor cells themselves produce HGF, enabling cMET signaling in an autocrine way [77] . When looking at HGF expression, it is important to distinguish between autocrine signaling (HGF expression in the tumor cells) and paracrine signaling (HGF expression in stromal cells). For the expression on tumor cells the numbers vary between 25% and 83% [78] [79] [80] , and for stromal expression the percentages are between 3% and 20%.
cMET as a Resistance Mechanism in the Treatment of NSCLC
cMET and Ionizing Radiation
In the past few years, several reports have been published about the upregulation of cMET after ionizing radiation therapy (IR) [81] , with in vitro assays showing that cMET amplification increases in a dose-dependent way [82] . De Bacco et al. found a causal role for IR in the upregulation of cMET, with cMET induction starting at doses between 1 and 5 Gray and reaching a plateau at doses between 5 and 10 Gray [83] . This upregulation can be the result of different reactions of the cells on therapy. A first reaction is the "stress-and-recovery" response of the cells [84] , with NF-κB and ATM (Ataxia telangiectasia mutated) upregulating cMET expression [83] . Another explanation can be that after IR, cell growth and epithelial-mesenchymal-transition is needed for the tissues to repair the induced damage, in which cMET plays an important role [85] . Since IR causes double stranded DNA breaks [86] , a third possibility for the upregulation of cMET is its involvement in homologues recombination mediated DNA-repair, more specifically in the assembling of the BRCA1-Rad51 complex [87] . Finally it has been shown that IR can stimulate HGF secretion in glioblastoma [88] . Whether or not this is also the case for NSCLC remains to be investigated. However, despite the many different roles of cMET in the cellular response after IR, the discussion whether or not cMET upregulation leads to more metastases in irradiated patients remains open.
cMET and Chemotherapy
The HGF-cMET axis also plays a role in chemoresistance. Firstly, since activation of cMET contributes to the stem cell character of tumor cells, it contributes to the chemoresistance of these cells (reviewed in [89] ). Secondly, it has been shown that overexpression and/or activation of cMET contributes to resistance against gemcitabine, cisplatin and paclitaxel [90, 91] . Tang et al. have discovered that this resistance is dependent on cMET signaling through the PI3K/Akt and ERK pathways [91] , were Chen et al. discovered a dependency on FAK [92] . Lastly, by combining a cMET inhibitor with chemotherapeutics (e.g., carboplatin, paclitaxel) chemoresistance could be reversed [93, 94] . However, this was not the case in all tested chemotherapeutics as was shown by Yashiro et al. [94] . The question if cMET amplification plays an important role in chemoresistance, however, remains unsolved.
cMET and Hypoxia
Even in lung tumors, hypoxic regions can arise, caused by the malfunction of aberrantly formed blood vessels or when rapidly growing tumor cells outgrow their oxygen supply. In hypoxic regions it has been shown that cMET and HGF are both transcriptionally upregulated [95] , causing overexpression of the receptor and its ligand in hypoxic regions [96] . This upregulation can be explained by the tendency of cells to escape the hypoxic environment, by means of epithelial-mesenchymal transition. Besides cMET, also an upregulation of MMP (matrix metalloproteases) can be seen, which shows increased activity under cMET signaling, thus promoting cell invasion [95] . Since some therapies aim at the inhibition of the formation of new blood vessels (e.g., VEGFR inhibitors) or need oxygen to fully employ their toxicity (e.g., some chemotherapeutics or radiotherapy), the upregulation of cMET and HGF under hypoxic conditions should be taken into account.
cMET and EGFR-Inhibition
The epidermal growth factor receptor (EGFR) is a known oncogenic driver in NSCLC. Sensitizing mutations in EGFR are good biomarkers for response to EGFR-inhibitors (e.g., erlotinib, gefitinib) [97, 98] . However, most patients relapse from this treatment and become resistant against these inhibitors, or do not respond at all due to primary resistance. This resistance can be caused by a T790M resistance mutation in EGFR [98] or the expression/activation of cMET, AXL or other pathways [99] . In the case of cMET, both activation/phosphorylation [99] or amplification [69, 100] are known to confer primary or secondary resistance against EGFR-inhibitors. In the in vitro study by Engelman et al., it has been found that EGFR-TKI resistant cell lines showed cMET-amplification, and by inhibiting cMET expression through shRNA the sensitivity to EGFR-TKIs was restored [69] . When looking at the percentages of cMET amplification, Cappuzzo et al. have shown that the amount of patients with cMET amplification was lower in EGFR-TKI naïve patients, as compared to patients with acquired resistance against EGFR-TKIs [101] . As such, dual inhibition of both EGFR and cMET may be able to overcome this resistance. Although the synergistic effect of EGFR and cMET inhibitors has been shown in vitro [102] [103] [104] , the beneficial effect of these combinations remains to be shown in patients.
Discussion
In the last decade the cMET receptor has become more and more important in NSCLC, mainly as a resistance mechanism against existing targeted therapies but also as a primary target. In the study by Huang et al., cMET amplification conferred a poor prognosis in EGFR-wild type patients, which leads to the question whether cMET inhibitors may be used as an early treatment in this population [105] . The increasing importance of cMET is illustrated by the increasing amount of cMET inhibitors in clinical trials, examples of which are Onartuzumab, Ficlatuzumab and Rilotumumab as antibody therapies and Crizotinib, Foretinib and Golvatinib as small molecule inhibitors. Some studies even aim for double inhibition of both the EGFR and cMET pathway.
However, the current development and FDA approval of cMET inhibitors is not going smoothly. One example of this is Rilotumumab, were phase III trials in cMET overexpressing gastroesophageal patients, combining Rilotumumab with chemotherapy, have been stopped recently due to increased death rate in the low cMET expressing group. For a possible explanation we could refer to Yashiro et al. were it was shown that combination therapy of the cMET inhibitor SU11274 with cisplatin worked synergistically, but combination with other chemotherapeutics like 5-fluoro-uracil and gemcitabine worked antagonistically. However, recent results in several clinical trials have been disappointing, raising the question which biomarker should be used for patient selection. Is it representative to determine the level of cMET expression by immunohistochemistry or is it necessary to directly look at gene amplification by FISH (fluorescent in situ hybridization)? Dziadziuszko et al. performed a correlation analysis of the cMET gene copy number by SISH (silver in situ hybridization) and protein expression by immunohistochemistry. Amongst 138 patients, they observed a moderate correlation (Pearson's r = 0.4, p < 0.001) with these techniques [106] . Although this result is statistically significant, hybridization is a more accurate technique to detect gene amplification, whereas IHC may be biased since it does not distinguishes amplification from overexpression. Another problem arises when taking hybridization techniques as the gold standard, namely is it enough to select patients with a ratio between the centromere and the gene of just over 2, or should we only select those samples that show high amplification (ratio of 5 and more)? This decision is even more important in order to select those patients with the greatest benefit to be enrolled in clinical trials with cMET inhibitors. Even more so, with a lack of consensus it will become very difficult to compare data coming from trials in which IHC or FISH have been used according to different criteria. Finally, cMET expression and/or amplification may also evolve with (previous) therapies, leading to the question if pretreatment biopsies should be required. However, given the fact that cMET expression may vary within different regions of the primary tumor and, moreover, can be enriched in metastasis [99] it remains to be seen if a biopsy can be representative for the whole tumor burden of a patient.
Finally, as cMET inhibition is in the spotlight, mechanisms of resistance against cMET inhibitors are being discovered, bridging to other pathways such as Wnt or mTOR [107] , with presumably more connections on the way.
Conclusions
By describing the structure and the different signaling routes of cMET, we aimed to provide insight in the different roles of cMET in tumor growth and the possible strategies and implication of cMET inhibition, with the focus on NSCLC, and highlight the remaining questions for further research.
Can we cut off the head of the Hydra? Unfortunately, we have not yet succeeded in preventing new heads from growing, but maybe the finding of a "golden" biomarker can be the sword we need to conquer cMET.
